Cholesterol (100mg) was mixed with 1mCi of 3 H-cholesterol (43.0 Ci/mmol) in 1ml toluene that was evaporated and then 40 mg of succinic anhydride (40 mg/ml in pyridine) was added. The reaction was allowed to occur for 24h at 37ºC with agitation.
Cholesterol (100mg) was mixed with 1mCi of 3 H-cholesterol (43.0 Ci/mmol) in 1ml toluene that was evaporated and then 40 mg of succinic anhydride (40 mg/ml in pyridine) was added. The reaction was allowed to occur for 24h at 37ºC with agitation.
The solvent was then evaporated and the residue dissolved in 1ml chloroform:methanol (4:1). 3 H-Chs was identified by TLC using chloroform:methanol:ammonia (80:20:1, v/v) as eluent using commercially available Chs as a standard and purified by preparative TLC using the same eluent. The purified 3 H-Chs was dissolved in 3ml choloform:methanol (4:1) and stored at -20ºC.
Lipid extraction and preparative TLC
After incubation with Nat-LDL, Ac-LDL, Chs-LDL or Chs-POPC liposomes, macrophages were harvested by scraping into 1 ml of distilled water. The cellular lipids were extracted as described elsewhere [1] . Briefly, lipids were extracted with chloroform-methanol (2:1, v/v) and dried by evaporation. The extracted lipids analyzed by TLC on silica gel plates (2 mm thickness, Merck, Darmstadt, Germany) using hexane:diethyl ether:acetic acid (90:10:1, v/v/v) as eluent. The TLC plates were then immersed for 1 s in a manganese (II) chloride-sulfuric acid reagent (0.2g manganese chloride tetrahydrate is dissolved in 30ml water, to which 30ml methanol is added; 2ml concentrated sulfuric acid is carefully added drop wise), and then heated to 120ºC for 15min. Lipid bands were visualized under long-wavelength UV light (λ=365nm).
Intracellular Chs hydrolysis
Raw cells were incubated with radioactive 3 H-Chs-POPC liposomes, at a dose corresponding to a treatment with 300 µg/ml of Chs-LDL (1000/1 molar ratio), for 24
and 48 h at 37ºC. After incubation, the cells were rinsed with DMEM with 0.5% BSA at pH 3.4 for 10 min on ice, then with PBS, and finally with distilled water. Macrophages were scraped off into 1 ml distilled water and 50 µl of this cell suspension was used to quantify the cell protein. Lipids were extracted from the rest of the cell suspension as described in the legend of the Figure S1 . The extracted lipids were separated by TLC on silica gel plates (2 mm thickness, Merck, Darmstadt, Germany) using chloroform:methanol (4:1, v/v) with 2% ammonia (pH~10) as eluent. Lipid bands corresponding to Chs, free cholesterol, and cholesteryl esters were scraped and put directly in vials with scintillation liquid and the radioactivity was measured.
